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REMARKS 

Claims 23-28, 30, 31, and 33-56 are pending in the application. Claims 29 and 32 have 
been canceled without prejudice. Claims 28, 30, 31, and 33 have been amended to incorporate 
the limitations of the cancelled claims and modify claim dependencies. These amendments add 
no new matter. 

Allowable Subject Matter 

At page 7 of the Office Action, the Examiner stated that claims 23-27 and 38-51 are 
allowed and that claims 29, 30, 32, 33, 53, and 54 are objected to as being dependent upon 
rejected base claims, but would be allowable if rewritten in independent form to include all of 
the limitations of the base claim and any intervening claims. In light of the claim amendments 
and comments provided herein, applicant respectfully submits that all claims are now in 
condition for allowance. 

35 U.S.C SI 12. First Paragraph (Written Description) 

At pages 2-7 of the Office Action, the Examiner rejected claims 28, 31, 34-37, 52, 55, 
and 56 as allegedly containing subject matter that was not described in the specification in such a 
way that one skilled in the art can reasonably conclude that applicant had possession of the 
claimed invention at the time of filing. 

Claims 28, 30, 31, and 33 have been amended and claims 29 and 32 have been cancelled. 
For the reasons provided below, applicant respectfully submits that all of the pending claims 
meet the written description requirement. 

(i) Percent Identity 

Independent claims 28 and 3 1 have each been amended to incorporate all of the 
limitations of allowable claims 29 and 32, respectively. In light of these amendments, claims 29 
and 32 have been cancelled. As amended, claims 28 and 31 require that the claimed nucleic acid 
contain a nucleotide sequence that encodes a polypeptide containing an amino acid sequence that 
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is at least 95% identical to the sequence of SEQ ID NO:49. In light of these amendments, 
applicant requests that the Examiner withdraw the rejections of claims 28 and 31. 

(ii) Hybridization 

Claims 34-37, 52* 55, and 56 are drawn to a nucleic acid containing a nucleotide 
sequence that: (a) hybridizes to a reference polynucleotide sequence under defined conditions of 
hybridization and washing; and (b) encodes a polypeptide that stimulates NF-kB activity 
(claims 34, 35, 52, and 55) or binds to caspase-1 (claims 36, 37, 52, and 56). 

At pages 6-7 of the Office Action, the Examiner stated that 

Applicant argues that claims 34-37, 52, 55 7 and 56 have adequate written 
description since the hybridization conditions recited in the claims provide for the 
hybridization of only structurally similar nucleic acids. It is noted that at page 39 
of the specification the hybridization conditions recited in the claims are 
conditions that are "stringent" and the specification at this page provides that 
these conditions will allow that the nucleic acids in the claims are only at least 
60%-70% identical to SEQ E> NO:50 or the cDNA in ATCC PTA-213, The 
hybridization language provides no coupling of a structure coirelated with the 
functions characterized in the specification 

Claims 34-37, 52, 55, and 56 require that the claimed nucleic acid contain a nucleotide 
sequence that hybridizes to a recited polynucleotide sequence under conditions of 
(i) hybridization at 45°C in 6.0 X sodium chloride/sodium citrate (SSC), and (ii) washing in 
02 X SSC, 0.1% sodium dodecyl sulfate (SDS) at 65°C- The washing conditions recited in 
these claims are highly stringent due to the requirement of a low salt concentration (0.2 X SSC) 
combined with high temperature (65°C). As a result of these high stringency washing 
conditions, only nucleic acids highly related to the recited polynucleotide sequence will remain 
hybridized following the hybridization and washing steps specified in the claims. In particular, 
the high stringency washing conditions will cause the washing away of significantly mismatched 
nucleic acids that may initially hybridize to the target polynucleotide during the hybridization 
step that precedes the wash. Enclosed as "Exhibit A" is Section 63 of Current Protocols of 
Molecular Biology, which describes a "high stringency wash buffer" having 0,2 X SSC and 
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0.1% SDS (page 63,4) and the use of such a buffer at iiigh washing temperatures to detect 
hybridization between highly related probe and target sequences (page 6.3.6). 

The specification states that the phrase "hybridizes under stringent conditions" is 
intended to encompass conditions for hybridization and washing under which nucleotide 
sequences at least 60-75% identical remain hybridized to each other (specification at page 39, 
lines 19-26; emphasis added). This passage and its use of the words "at least" does not exclude 
that certain stringent conditions can result in the hybridization of only nucleic acids having 
higher levels of percent identity. Consistent with these comments, currently pending 
claims 34-37, 52, 55, and 56 were drafted to require that a very high stringency wash (low salt 
and high temperature) be carried out, thus requiring a degree of relatedness between the two 
sequences that is higher than the minimum levels recited at page 39 of the specification. 

The genus of nucleic acids encompassed by claims 34-37, 52, 55, and 56 does not have 
substantial variation, since each nucleic acid must encode a polypeptide that has a specified 
activity (i.e., the ability to stimulate NF-kB activity or bind caspase-1) and contain a structurally 
similar nucleotide sequence (Le., one that hybridizes under the hybridization and washing 
conditions recited in the claims). The CARD-5 nucleic acids disclosed in the specification are 
representative of the claimed genus because: all members of the genus hybridize under high 
stringency to a CAJRD-5 nucleic acid; and the specification describes assays for identifying 
variants encompassed by the claim having the specified activity (such assays are described in the 
specification at, e.g., page 128, lines 10-26, and page ) 18, line 15, to page 120, line 5). In light 
of this disclosure, the skilled artisan would have concluded, at the filing of the present 
application, that applicant was in possession of the necessary common attributes possessed by 
the members of the genus. 

The Examiner cited Regents of the University of California v. Lilly & Co., 119 F.3d 1559 
(Fed. Cir- 1997) in support of the present rejection- The discussion in Lilly regarding a proper 
written description for genus claims had to do with a claim drawn to a vertebrate mRNA 
encoding insulin. The Lilly court held that a generic statement, such as the term '"mammalian 
insulin cDNA" is not, without more, an adequate written description of an invention claiming the 
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nucleotide sequence for human insulin. The court's decision in Lilly focused on functional 
claims directed merely to a desired result without structure: "[t]he description requirement of the 
patent statute requires a description of an invention, not an indication of a result that one might 
achieve if one made that invention." Id at 1406. However, the Lilly court also took care to 
indicate that structural information about the claimed genus was different in kind than a mere 
desired result. The court indicated that in claims involving chemical materials such as proteins 
and polynucleotides "generic formulae usually indicate with specificity what the generic claims 
encompass. One skilled in the art can distinguish such a formula from others and can identify 
many of the species that the claims encompass. Accordingly, such a formula is usually an 
adequate description of the claimed genus." Id 

The present claims are drawn to nucleic acids identified, in part, by their ability to 
hybridize to a reference polynucleotide sequence under a set of defined hybridization and 
washing conditions. The ability of a nucleic acid molecule to hybridize to a reference nucleic 
acid molecule under such defined conditions is dependent on the structure (sequence) of the 
nucleic acid molecule. Moreover, the claimed nucleic acids are also defined by the recited 
function of the polypeptide encoded by the nucleotide sequence (i.e., the ability to stimulate NF- 
kB activity (claims 34, 35, 52, and 55) or the ability to bind caspase-1 (claims 36, 37, 52, and 
56)). The claims are not directed to a desired result without structure, as was the case in Lilly. A 
person of ordinary skill in the art would clearly understand the structural definition of the nucleic 
acids provided by the claims and would therefore understand applicant to have been in 
possession of the claimed nucleic acids at the time the application was filed. Accordingly, 
applicant respectfully submits that the pending "hybridization" claims satisfy the written 
description requirement 
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Conclusions 

Applicant asks that all claims be allowed in view of the amendments to the claims and the 
remarks presented herein. 

Enclosed is a Notice of Appeal and a Petition for Two Month Extension of Time. Please 
apply the $420 Petition for Extension of Time fee and the $330 Notice of Appeal fee (and any 
other charges or credits) to deposit account 06-1050, referencing Attorney Docket 
No. 07334r-31500L 



Respectfully submitted, 



Date: 

J 

Reg. No- 47,443 

Fish & Richardson P.C. 
45 Rockefeller Plaza, Suite 2800 
New York, New York 1 011 1 
Telephone: (212) 765-5070 
Facsimile: (212)258-2291 

30169682.do« 
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SECTIONIJ 



UNIT 63 

BASIC 
PROTOCOL 



Using DNA 



HYBRIDIZATION WITH 
RADIOACTIVE PROBES 

After plaques or colonies have been transferred to nitrocellulose f Iters, the desired done 
can be detected by its ability to hybridize to a DNA probe. This is a rapid, effective 
screening procedure th at allows the identification of a singjfe clone within a population of 
millions of other clones. The filters ate hybridized with a HP- labeled nucleic acid probe, 
the excess and incorrectly matched probe is washed off the filter, and the. filter is 
antoradk>g*aphed. Two features of the nucleic acid probe used for these experiments are 
critical to the successful screening of recombinant DNA libraries. First, the probe must 
hybridize only to the desired clones and not to any other clones. Thus, the nucleic acid 
sequence used for a probe must not contain any reiterated sequences or sequences that 
wiU hybridize to the vector. Second th^ 

cp m/|ig. Most of the procedures for labeling DNA or copy RNA molecules are described 
in Chapter 3, and a support protocol is presented brae that allows the 5' end-labelin g of a 
mixture of oligonucleotides. 

The two basic pro^cob presented*^ this section describe steps required to hybridize 
labeled probes to recombinant DNA clones on filters. Two protocols are presented because 
conditions for hybridizing short ofigOiiodeotide probes and longer nucleic acid probes to 
filters are different. 

Using DNA Fragments as Probes 

HYBRIDIZATION IN FORMAMCDE 

Bacteriophage plaques or bacterial colonies bound to a filter membrane are detected by 
hybridization with a radioactive probe. Hybridization proceeds on prewet filters placed 
ma scalable plastic bag. After hybridization^ 

excess probe is washed off, and the filters are autc>radiograr&ed to identify the clones thai 
have hybridized with the probe. 

Materials • 
Nitrocellulose membrane filters bearing plaques, colonies* or DNA (wots 64^62) 

Hybridization solution I 

Radiolabeled probe, 1 to 15 ng/ml (unttis) 

2 xng/kDl sonicated herring sperm DNA 



63.1 

Supplement 24 CPMB 



Low-stringency wash buffer I 
Scalable bags 
42 D C incubator 

Water bath adjusted to washing ter up er at me (see commentary) 
Glass baking dish 

Additional reagents and equipment for autoradiography (appendix 3) 

Incubate fitters with probe 
1. Wet filters with Irybridization solution I. Lay a filter membrane bearing plaques on 
top of 5 to 20 ml of hybridization s olutj on I and allow solution to seep through filter. 
It is important to wet only one surface at a time to p re vent trapping air in tUter. Wet 
each filter in turn, producing a stack of wet filters* 

When multiple fitters are to be hybridized to the same probe, no more than twenty 
82-cm discs or ten 20*20 cmsquare filters shou^ 
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Estimate the volume qfhybridizadon solution used to wet the fitters; this is a significant 
fraction cfthe volume of the hybridization reaction- 

% Transfix tbe stack of wefl^ 

hybridization solution to generously cover fillers and seaL 

Note the volume of hybridization solution used to cover the filters. 

3. Prehybrkfize filters by placing the bag in a 42°C incubator for at least 1 hi* 

Some investigators omit this step. 

4* While filters are prehybxidizing, pipet the radioactive probe into a screw-cap tube, 
add 2 11^ (1ml) sonicated herri^ 
directly into ice to cooL 

The amount of probe used is important* and should be in the range ofl tolSng/mlof 
hybridization reaction. The volume of the hybridization reaction can be assumed to be 
the amount of hybridization solution added to the filters. 

5. Add 2 ml hybridization solution I to fee boiled probe. 

6. Remove bag contairrrDg 

exclude as many bubbles as possible, and reseat. 

A good way to add the radioactive probe is to take it up in a syringe with an 18-G 
needle and then inject it into the bag. Reseal the bag after adding probe. 

7. Nfix probe in fee bag so That filter is evenly covered^ 
and let hybridize overnight 

Wash fitters to remove nonhybridized probe 
8* Warm 1 liter higfrstrix^ 
bath. 

The stability of washing temperature and salt concentrations are critical features cf 
tfus experiment. See discussion in commentary. 

9* Remove r^ containing by bridizing filters tiom fee 42*C incubator* Cut bag open 
and squeeze hybridization sotatoncrat oftriebag. 

CAUTION: Handle material carefully asiiis extremely radioactive. This should be 
done on disposable paper bench covers. 

IQl QjkHyimmere 

attie in a glass baking fr'sh. Separate 
hybridization. 

The volume of the low-stringency wash buffer is not important as long as the filters 
are completely covered.The filters 

will irreversibly bind the filters if the fillers dry in contact with probe. (The type of 
container used to holdihe fillers is not important as long as it transfers heat wetL Thus 
glass, metal, or enamel containers are better than plastic) 

The low-stringency wash only removes nonhybridized probe formamide and hybrid- 
ization solution; it does not determine the stringency of the hybridization. 

11. Rinse fee filters three times wife 500 rid low-stringency wash buffet Let the filters 
sit 10 to 15 rnin at room temperature in low-sttingency wash bu^ wife eaA rinse. 

12. Pour off fee low-stringency wash buffer and pour in 500 ml Mgfcstringency wash 
buffer (prewanned to washing temperature). 



DNA Libraries 
6.3^ 
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UstngDNA 



13. Replace Thehigr>$tr^ 

buffer, then place thf glare /v>ntflmfng the filters in iiKnibator at wash temperaair&. 
Make sine that the temperature in die glass dish reaches the desired washing 
temperature by placing a thermometer directly into the bath and measuring the 
temperature. Usually 15 to 20 min at the desired wa^ temperature is sufficient to 
remove most of the background radioactivity. 

Of course, ffthe glass disk isplacedin a water bath, be careful that the water from the 
water bath does not get into the filters. 

A utoradivgrupldngjUters 

14. Remove filters and mount them either wet or dry on a plastic backing. If the filler(s) 
is to be exposed wet, then isolate it from the film by covering it with plasti c wrap. 

Used X-ray film provides a good farm of plastic backing for filters. 

15. Mark the filters with radioactive ink to assist in alignment and antoradiograplL 

An easy way to apply radioactive ink is to mark adhesive-backed paper labels with 
radioactive ink and then anaafr the stickers to the plastic wrap caver. 

X-ray Uuens%uig screens greatly decrease the amount of exposure time required. 
HYBRIDIZATION IN AQUEOUS SOLUTION 

This method differs mainly in that formanude is not used in the hybridization solution. 
Ftoltow the basic prococol except use the reagents and alternate parameters listed below* 

Additional Materials 

Hybridization solution II 
Low-stringency wash buffer II 
HighHstringency wash bufier U 
65 & C incubator 

1. Prehybridize as in basic protocol except that the filters are piehybxidized at 65°C 
using hybridization solution II. 

Hybridization solution U may have to be prewarmed to solubiSze the SDS- 

2. Prepare probe as in step 4 of basic protocol and dilute with 2 ml of hybridization 
solution XL 

3. Hybridize overnight as in Step* 6 and 7 of basic prococol except use a hybridization 
temperature of GS^C 

4. Remove bag containing hybridization from the 65°C incubator. Squeeze out the 
Irybridizarion solution* taking care to avoid contamimticai with the excess radioactive 
hybridization solution. 

5. Immediately rinse filters twice with low-stringency wash buffer IL 

// is unnecessary to maintain a given temperature for this wash; just let the filters sit 
in washbtqfer as room temperature uritU ready to proceed. 

6. At6^*C,pfoceedto wash filter 

quick washes (5 to 8} and immerse filter in a final wash for -20 min. Check the 

radk>acaSdtyofthefI^ 

signal only a fewfold above background levels. 



633 
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REAGENTS AND SOLUTIONS 

High-stringency wash buffer I 
0-2* SSC (/j>m*NX2) 
0.1% sodium dodecyl sulfate (SDS) 

High-stringency wash buffer IT 
lmMNa^EDTA 
40mMNaHPO4,pH7^ 
1%SDS 

Hybridation solution I 

Mix fallowing ingredients for range of volumes indicated (in milliliters): 



Fonmmide 


24 


48 


72 


120 


240 


480 


2QxSSC 


12 


24 


36 


60 


120 


240 


2MTtfs<a,pH7.6 


0l5 


LO 


1.5 


25 


5.0 


10 


lOOxDenhanlts 


0l5 


LO 


1.5 


2JS 


5.0 


10 


solution 














Denized H2P 




10 


7.5 


VZJS 


25 


50 


50% dextraa sulfate 


10 


20 


30 


50 


100 


200 


10% SDS" 


0.5 


1 


1.5 


23 


5 


10 


Total volume 


SO 


100 


150 


250 


500 


1000 



*In place of V-laiiroyimoosme (Scibsyl) tax? be 0*ed. 

Add the SDS lasL The solution may be stored for prolonged periods at room 
temperature* 

ITtc demon sulfate should be of high quality* Pharmacia produces acceptable-grade 
dextran sidfale. Recipes for SSC andDenhardfs solution are in appendix 2. 

Hybridization solution II 

1% crystalline BSA (fraction V) 
ImMEDTA 

0.5 M NaHP0 4 , pH 72 (134 g NzglPO+mp plus 4 ml 85% HjFCVIiter = 

lMNaHPO*) 
7% SDS 

Low-stringency wash buffer I 

2xSSC0tfPEMBff2) 
0,1% SDS 

Low-stringency wash buffer J J 

05% BSA (fraction V) 
lmMNa^EDTA 
40mMNaHPO4,r*t7^ 
5%SDS 

Sonicated herring sperm DNA, 2 mgfml 

Resuspend I g herring sperm DNA (Boebringer Mannheim #223636) in a conve- 
nient volume (about 50 ml of wages) by sonicating briefly. The DNA is now ready 
to be sheared into short molecules by somcatian. Race the tube containing the 
herring sperm DNA solution in an ice baih (the tube must be stable even if the ice 
begins to melt). The somcator probe is placed in the DNAsohitiott (without touching 
the bottom of tte vessel)- The sonicator is turned onto 50% power 20 mirror until 
there is a uniform and obvious decrease in viscosity. At no time should the tube 
containing the DNA become hot to the touch. After sonication, the DNA is diluted 
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to a final concentration of 2 mg/ml, frozen in 50-ml aKqoots, and thawed as needed. 



COMMENTARY 

Background Information 

Anhyttfidizaricttiiie&odsd^ 
ability of denatured DiWA to reanneal when 
complematfaiy strands art present in an envi- 
ronment near but below their T m (melting tem- 
perature). In a hybridization reaction 
d«4)Ie-strandedDNAoaafflteraiidasingle- 
soanded DNA probe there are three different 
fl™fl t;n g nrmmrtg- Phs^ there are 

the desired probe-DNA interactions which re- 
snlt in signal Second, there are mismatch in- 
teractions that occur between related but non- 
honaologoas sequences; these mismatch hy- 
brids are the ones that must be efiinmated 
during the washing of the filters. >jpn-$e- 
queoce-specific inteaictions also occur and 
these resnlr in noise. The ability to extract 
fofprmflfoft ftran a particnlflr hybrirtiTamnn ex- 
periment is a function of the signai-tt>no*se 
ratio. High background or poor specific signal 
can both result in umnterpretable results. 

moveeaoessraoloactivepiob^ 

live^ol* that hasbound to fee WAm the filter 

asmian&chbytmd&Tea^ 

dEbhyfarids. Detergent 

can have a profound effect upon the nonspecific 
bmdxng of species that conmbuie to background. 
In this protocol, hybrirfization is achieved in a 
sohakkicoota9niag5(>% fbimainide.Excessprobe 
is rinsed away uDtelcw^stringOTcycc^ so 
that father hybriffizationw^ 
hybridization sohaicnfc 

to proceed toah^gb^^igH icy waA without fear 
of father bybriffizafo^ 



wheninonTtgcdwiciaGei^COor^ 
sihgle-eopy setjuence probe axmalty does not 
produce a signal that is detectable withaGeiger 
.counter; a probe conespaoding to mae abundant 
seqiaencxs winprodocea sTgTfflt tha r ca n be w bcffltr 
withaGe^orcoonta: 

Literature Review 

Hybridization K> filter mentetnes font® a 
basis of racoenbinant DNA technology and is 
described in detail eadfcr in themanuaJ (umto). 
The protocols descanted here vary fiom those 
usedfbr Southern blot fiber hybridization in that 
the volume of the hybridization is usually larger 
aiKl the washiiig conditions are d^^ 
A jtf fr te « an important component of the hybrid- 



ization solution as it increases the rate of 
reassociatioa of the nodek: adds. 

Th&pcoaxo^inthisunitdesczibeEneAods^ 
hybridizing radioactive probes to raembrane* 
bound pfeqpes or coknies. These procedures far 
screening recombinant clones were first sug- 
gested by Gruastein and Sognes (1975) and by 
Benton and Davis (1*77)- The cc*diliomofhy- 
jv4/4Wtttv™jynpf**ri in fhfthostc jiotacolmvolv- 
ipg hybridization in fbnaamide was odgmaBy 
described by Denhardt(l^ 
Spiegehnan while the alteimte protocol 
using aqueous hybridization solution was intro- 

docedbyChsn^andGilbetta^ 

The method of washing filters under Shin- 
geaucondidons to reoiove background wa$fi^ 
proposed by Southern (197$). Botcfaan et al 
097$) described the benefit of adding SDSto 
the wash solution, Jeffreys and FlaveH (1977) 
first employed the wash, conditions desc ri bed 
in the protocols presented hera. 

Critical Parameters 

HyMdkadon. KinedcaUy, the hybridiza- 
tion of DNA (orRNA) probes to filter-bound 

jyflh ^ wtf ^gmfirftftfly different finm hyhnd- 

izarion in solution. Bor smgJe^strwioVd probes, 
the rate of hybridization follows &st-order 
lnrt ^M^ ance probe is available in excess. 
Under conditions of excess probe, the time far 
hybridization is inversely propornonal to the 
probe concentration. For double^tranded 
pror« therateof hybridization 
complex relationship to the initial probe con- 
However, to a first approximation 
tbe initial probe concentration is inversely pro- 
portional to die rate of hybridization. Tb&tttX' 
minetheft<^^^ re ^^tothesoccessM 
hybridization of a^venprobc^catherearptfical 
dammn^1)eavailab1eQcthefo31ov^ 
can be used to determine the length of time (in 
hours) required to achieve 50% hybridization 

where x is the weight of probe in microgram^ 
y & the complexity of probe in Irilobases; and 
r is the volume of hybridization solution in 
miiiiiittwi The length of time T is given in 
hours. Maximum hybridization signal will be 
obtained if die reaction is allowed to proceed 
to 5 x Tj* although 1 to 2 xT ? is often used. 
It is also clear that w»specific interactions 
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occur and that in any hybridization, sources of 
note will bepresem. Tberefwe, from a practi- 
cal standpoint one conventionally utilizes con- 
centrations of nkfc-translated probe on the 
coder of I to 15 ng/ml of rrybridizatioo, where 
the specific activity of the probe is from 5 xlO 7 

cpm^to>10*cprnAlg*TcH>^ 
hybridization is as bad as too little. 

One important source of background hy- 
bridization to filters is (toe to the hybridization 
of the jxrobe to vector sequences or to E. cqU 
DNA,Be<xrtamthattfcerei$iK>\ 
DNA sequences in the probe. Ibis can best be 
eosored by isolating die probe frcro ooe type 
of vector(e^plasmid) and scxeemngahljrary 
made with a different type of vector (e^ 
bacteriophage)* 

Washing temperature. Washing at low 
stringency is a straightforward pioposit ion . 
Bri$^isaddedatic<>mtcm^ 
ing proceeds at room temperature. 

High-stringency wash is determined empir- 
ically. Hie relative homology between the 
probe and target sequence is a determining 
parameter. If die homology is lOOfc, a high 
temperature (65° to 75*0 can be used As the 
homology drops,, lower washing temperatures 
must be used. In general one starts at 37° to 
40%. raising the temperamre by 3° to 5°C 
intervals until background is low enough not 
to be a major factor m die aitforadiogcapby. 

The lengdi of the pribe is also important 
Very short probes (< 100 bp) roast be washed at 
lower temperatures, even if the homology is 
100%. Wishing strategy is the same as for 
probes of ££feriog homology. 

centration, the higher the stringency. With this 
Thft pmanoob as ontfined do not require 



Witha high^dfic-activky probe>5x 10 7 
cpmAig and an overnight hybridization reac- 
tion with a 1-kb imkpe sequence probe, hy- 
bridizing bacterial colonies or bacteriophage 
plaques can be visualized after a 1 to 18 hr 
exposure. 

Time Considerations 

Generally hybridizations are cazried oa 
overnight for 12 to 16 bx This is sufficient for 
most probes and bfots* However, with probes 
Of increasing complexity longer hybridization 
tim^ arc jsqoired* This ispteferal^ 
ing the probe concentration from experiment 
to experiment 

Autoradiography requires 1 to 18 hr, 
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of stringency. Only the washing temperature ia 
varied. 

Probe. The rmcleic acid probe must be of 
high specific activity and greater than 50bp hi 
length so that it can form stable hybrids. 

Anticipated Results 

After washing the filters the background 
should be barely detectable with a Geiger 
coonter. 
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